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IN THE UNITED STATES PATFMT AND TRADEMARK OFFTrP 
First named inventor: ARENDT Thomas 

Application No; 10/576,142 Group Art Unit: 1649 

Filing Date: December 6, 2006 Examiner: Stacey i^lacFarlane 

DECLARATION PURSUANT TO 37 C.F.R, 1.132 
I, Thomas Arendt hereby declare: 

1. I received a M.D. in Medicine and a D.Sc. in Neuroscience, 
from the University of Leipzig, Germany. I have been professor of 
neuroanatomy and head of the department of neuroanatomy at the faculty 
of medicine of the University of Leipzig since 1996. I have worked in the 
field of brain research for more than 25 years, 

I am one of the inventors of U.S. patent application no. 10/576,142 "Quicic 
test for the Diagnosis of Alzheimer 's Disease". 

2. I have read and understood the Office Action dated May 15, 
2009. I understand that the claims were rejected for lack of enablement, 
because the Examiner has concluded that a sl<illed artisan cannot practice 
the invention without first making a substantial Inventive contribution in 
that a skilled artisan would have to demonstrate that the method wherein 
the stimulation Index of at least 10 Is indicative of a diagnosis of 
Alzheimer's. 

3. In order to demonstrate that the claimed invention is already 
enabled by the originally filed application wherein the stimulation index of 
at least 10 for the mitogenic surface marker CD69 upon stimulation with 
the mitogenic factor PHA Is Indicative of a diagnosis of Alzheimer 's disease 
the following study regarding the stimulation index is provided, wherein 
the samples were prepared according to the example described in the 
specification: 
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4. Material and Methods 
4.1 Participants 

The present study included 21 patients with AD C^AD study group") and 17 
age-matched controls rContro! study group") without mental impairment. 
The diagnosis of probable AD according to ICD-10 research criteria 
(including a neuropsychiatric evaluation based on the Mini-Mental State 
Examination) and the collection of blood samples (5 ml each) were carried 
out by the Department of Psychiatry, university of Leipzig. 

4.2 Assay Methods 
Blood samples were taken by venous puncture into 5ml tubes (heparm/Na- 
citrate, SARSTEDT AG & Co.). Peripheral blood mononuclear cells (PBMC) 
were isolated using Ficoll-Paque PLUS (GE Healthcare) as described in the 
product guidelines. Isolated cells were stimulated with 
PhytohaemaggJut/nine (PHA-L, l2ug/ml, Sigma-Aldrich). The non- 
stfmulated reference sample contained an equal volume of complete 
media. Samples were incubated at 37°C with 5% CO^ for 4 hours, 
subsequently mixed and. fixed with FACS-Lysing solution (BD Biosciences). 
Staining of cells was performed with the following antlbody-cocictails (BD 
Biosciences): A - IgGl-FITC/IgGl-PE/CD3- PerCP; B ~ CD4-FITC/CD69- 
PE/CD3-PerCP, C ~ CD19-FITC/CD69~PE/CD45-PerCP. Samples were 
analyzed using a calibrated FacsCalibur Row cytometer and CellQuest 
software (BD Biosciences). A total of IxlO"* gated events were collected for 
each data file. 

4.3 Data Analysis and Statistical Evaluation 
The calculation of the Stimulation index (SI) was based on raw data 
obtained by flow cytometry. SI is defined by the ratio of the percentages 
of CD69-positive cells after and before stimulation after the determination 
of a cut-off point between CD69"positive and CD69-negatlve ceils on the 
basis of a control sample (isotype control). 

The raw data and the calculated activation index is shown in Table la-lc 
wherein the numbers of CD69 positive (CD69+) and CD69 negative 
(CD69-) events of CD45+ cells which represents all the lymphocytes in 
non-stimulated probe and after the stimulation are shown for each subject. 
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e stimulation Index (SI) was calculated according to the follow! 



(n[CD69+] non-stlm. + n[CD69~J non-stim.) 

Tables la-lc also show the respective MMSE (mini-mental state 
examination) values. MI^SE is commonly used to estimate the severity of 
cognitive impairment in an individual: Generally, a score over 27 is 
considered as normal; 20-26 indicate some cognitive impairment; 10-19 
moderate to severe cognitive impairment, and below 10 very severe 
cognitive impairment. 

5. I further declare that all statements made herein of my own 
knowledge are true and that all statements made on information and belief 
are believed to be true; and further that theses statements were made 
with the knowledge that willful false statements and the like so made are 
punishable by fine or imprisonment, or both, under Section 1001 of Title 
18 of the United States Code and that such willful false statements may 
jeopardize the validity of the application or any patent issuing thereon. 



November 10, 2009 



nrCD69+1 PHA-^Hn2_ 



(n[CD69+} PHA"Stim, + n[CD69-] PHA-stim.) 



SI - 



nrCD69+1 non-stirn_ 




Prof. Dr, Thomas Arendt 
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